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5 

:^mmti. mm^ ^^^^ m.^i:xMz(ommmir^. 

Tyr kinase m<D^mm-i. U :*f KJJim LT»(^(^#^<D^ 

a#tc<toTiftDija^-^i«u ^mmtLxi>mmLx\i^^i>(Di,h^o ^<dx 

S^ft:i:y:«fi^KSr«?)<*oXj|l^i-5o ^fc. CD55 CD59 iii^<D^tt. 
^Wmi!t^l^^mib>i:mtyi^i^W>(Onmi^m< (immunology Today 20, 576- 
582 (1999)) o 

25 '^%^^i-/i^\zmt>^^^^^^^if0m(Dm^i^^mtc:^fix^^^o mx.ti. 

mfSm\^m^ir?> PDGF (Nature 362, 801 (1997)) -^^-^P^g, WS^IBJ;: 
K-^-fS c-myc-^ N-myc, ::*:^^eif[L^^C|i^-f 5 Ki-ras N-ras Jfe^jJ? 
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(2) ±iB ( 1 ) ia«<^i5' v/>->5^®(Z)ifp^>^^ Kt) u< (i^©r ^ Kt> u 

(3) ±IB (1) iatt<^^'V/N':J'eSr=-K«DNASr^Wi-5DNA. 

(4) mm^: 3'e^^$tt5ifeS|B^J«r^-t-6±|B (3) ^«ODNA. 

(5) ±|a (2) IB^t^^^-^y^KSr^-K-rSDNA-lr^W-rSDNA. 

(6) ±fB (3) *fc«:±IB (5) IB^^DNA^-^WtSi^XL^iJ'iJ'-s 

(7) ±iH (6) wm(oim:^-^^d'-x^w.mk^i\^imm^^. 

(8) ±|B (7) ^©J^Rifelfeflc^^aU ±IB (1) l^©^^^^^•^5'© 
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( 1 ) mmo)^ y^<i!^mi> v< ti^om.. ^fttx±f& ( 2 ) ^<DU^^:f^ k 

(9) ±ia (1) |BS®^'i^^-«^irt>t<W:-t©-!&. *fc«:±IB (2) I3« 

(10) ±iB (3) >bb<liJ::|B (5) fB«<^DNA^fcfi±ia (9) 13^ 

(11) -bIB (1) E«©^V/>-^SCt>U<H:-€:©:i[. *^c«:±IB (2) IB 
fi±iB (9) fB«0^flc;S:##LT«J5g|g. 

(12) s<^^Ee • i^mix-h^ ±ia ( 1 1 ) ia^(D^ii. 

(13) -hiB (1) mw.<o^'^^'^^Wi>\.<ti't<om. *fcj±±ia (2) ib 

15 SrtSr#1»<!:-t-S±iB (1) IB«Oi?>'/>"^®t> L< «:^<^it. *^I4±IB 

(14) JilB (1) ia^©;J^://>'i5'SCt>U<t4^©^s *fcli±IB (2) la 

20 UT^it5±IB (1) lBii(D^:/^-?^K^L<r±^©4&s *fcri±iB (2) iB«i® 
(1 5) ±fB (1 3) lam^^^^jJ' y-=:^iJ^:^*fcfi±IB (1 4) W$.<D 

25 ±|B (2) IB^OSP^:?'^ K1) b< tt-e^T? b< ri-tOa:;^^ 

(1 6) ±iB (1 5) ^my\\^^%%fz.\±'t(Dm.^^-^\^xfi^m^. 

(17) ^(Z>W • f&llf^T'Jfc5±IS (16) IB^^glg. 

(1 8) ^f^ffiSr^1-5EillSrl^it-5;^J?)©®±IB (1) IB^OiS'WN" 
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*fc:tt±IB (14) |B^©>^:^y.-=:^^ffi=^ry hS:#9V^T#e>n5±IB (1) 

wm<r>^ y^<^ ® t> b < tt^©^. ±ia ( 2 ) h^wsiu^^^t'^ k t l < 

(1 9) (D±IB (1) iB«©^j'i^/N';j'®<>u<tt-e©4i:. ±a (2) lam© 
±IB (I 2) IB«<d;^^ y-=i/^:^^*^fi±l3 (1 3) mt<o:^^ y-=i^ . 

10 ^ffi=^5'h^^fflV>T#fen5±IB (1) mtO^>'^<^Wi>h<ft^(D^. ±m 

(2 0) ±12 (1 3) WM.(o:^^D-^:^:if:mi£.tcn±m (i 4) iBiio 
15 ;^^y-=i^^ffl=ar5/ ^s^fflv^r#b^^s±la (i) fa^<z)^>'/N';j'Rt>L<tt 

(2 1) ±iB (2 0) wmo^-^miititi^coMi^mi^xtt^mM. 

(2 2) ^ge«i««J^J*;fefi^U8i^S!lT?ilt>5±IB (2 1) ^(omm. 

IB (13) mi(D7^i^v-=^yi!^:^m^fca±m (14) iB«(^;^^y-^>^i5^ 

(2) mmoU^^y'^ Kt> U< ^^©T ^ Kt> U< fi^©^;^x/v*fctt^© 

25 (2 4) ±iB (1 3) wm(Oy^^v-^y^:mi^-k.n±.m (14) wm<o 
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(2 5) m^m^: 4v^^ti^r^/mmitm^\m-(Dr^yms^i 

(2 6) ^m^: A'(;^^i[h^r^/mm^\tmm.mm-<oT^/^^sM 
•bK (X>WM^^: A-Qm.^fi^r^^mm^<oi'-'5m (»*L<fi. i~3 

JRItCl-lO^ (^f^U<H:. 1~5^ (J;t)0*L<«L. 1~3<B) ) 

(27) ( i ) ±ia ( 1 ) iB^OiJ' i^yN-j}' b < r±^om. *;fctt±iB 

mz.mW^mii.^^ttM^t. (ii) ±13 (1) IB^<^i5'i/^N"i5^«'tL<f*^<^ 

(1) lB®©^^':^/^•^^'®1>L<«^©^fe, */cfi±iB (2) iam<^)lfP5>-<:/^ k 
5ri$r#mii-5±ia (13) fam<^:^i5^y-=i^i/;^> 

(2 8) ±iB (9) mmo^m-b, mm^i:xTm.i!t^nfz.±% (d ib^ 

IB (2) |2S®?3J:5^^>^5^Kt>L<fi^(OT^ Ktb<fi^©3i;^T/i'*;fcri-e 
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(29) t m^±(C^<h Lfc±IB ( 9 ) IB«0$t(*^*5 Jltmil^b $tt 

01 Ht, CSP-FLAGOCOS-7 mf^'^(0^'^i:7frt^:t^7^ ^^y^xiy 
10 h-e$)6o 

@2AI4v aiO-Kl/hNKG2D-ll)NBiia{c:jl^LTCSP2-Fc C0S7 W^^(0^^±. 

mwm^n^ltm^<o¥viz<r>\L7.yifyK't*h'o. Bri^ cho-ki (a:^ 
hi3-/w) tc^brilii«»i6-e#e>nfe csp2-fc ism cos? )»«iaoJt«±»ai 

j6*&*Anx.fcS^<^FITC© y^T.y^y -i>-efc "9 ^ C fi^ CH0-Kl/hNKG2D-ll« 

15 (^MLTMock K^A COS? m^(D^m±mmmi^Wi7jiM^<n>^uz 

M^^j^ ^iy^ (oms^ m^t£. tmm. mmi^. wmsifk. ^ 
&mik. ju&mnk. r^&jNHfgs wmmi^, mmm. imi^. mmmm. fm 
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m.ru. i^&M. mm. a-b) . mm. rm^. n> mm. ^m. mm. ^ 
mm. m<oo. ^m. wm. mim m. 

jn) . 'im Bum. ^^ifiLx fl^m ipm> 

5 MEL. Ml. CTLL-2. HT-2. WEHI-3. HL-60. JO 

SK-1. K56 2. ML-1. MOLT-3. MOLT-4. MOLT-10. 
CCRF-CEM. TALL-1. J u r k a t. CCRT-HSB-2s KE 
-37. SKW-3. HUT-78. HUT-102. H9. U9 37. THP 
-1. HEL. JK-1. CMK. KO-812. MEG-OU&if) K^^ir 

0 %Jei±. i ») 0 * U < ttJ^ 9 0 %£i±. $ b \miL U < t±#^J 9 5 %£t±<Z)ffi|^ 

ifm^(n>mm^ 4 x^t^^^xs r ^ / t mnmm-'(Dr 5: y sub 

20 * LV\ 

25 nmmo^mtf^i: t^com^imm m.mo. i-^iooi^. »i^v<\i^o. 

5-10-©. i.r)iif^L<imo. 5~2#f) xh^^t:dmi^l^^^tK ^fih 
NKG2Dt::*N-SIS'^fiH4ttx el I SAife^©i^|E4^©mJ;oTS!l^ 
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:iLfltmmiC\iimmiH<0 dm ^^^SrfiUrrS'bOJ-e. Jit^ thymidine *fc«:^ 
5 <DSI^flcom*^LT^*-T?^5„ thymidine (OJm^^^<0 

mmk^mmK\^x^m-r^:^m'. thymidine (ommi^xh^ 

bromodeoxiuridine (BrdU) •? BrdU {^#^fi<j;&^#:SrfflV^T^fti- 

10 >Ji:4>l&^tL'r< S interleukin li (IL-U IL-3I^ L-4 m ^ 

interferon ^ (alpha^ beta, gamma) TNF, GM-CSF. ^M^^:^^ 

h\m^m^^i^^m\^xmm-r^o 

15 K/jmmf^(oi--5m (<f*L<tt. 1-3^) (DrK/mtt^^^vitT^y 

i~5^s (j:i5 0*u<fi. i~3^) ) (DT^/mmMi.tiT^/mBm. 
mi^m^: 4:xmi:>i^n?>r^/mm\\ci'^5m «f*u<tt. 1-3^) 

20 ^4'©i~5^a «?*t<li> 1-3^) ©T^/ife;d5^©T^/ife-eg«l$ix 
JilB© i 5 KIT 5: y igiaa?fJd5if A. x^i^fttm&:^tix\i^^m^. ^(omA. 

25 

Kf*. C*«g;}sa^;«;/^2i?;3F-i//wS (-COOH) K- 
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COO") vh^iK c^ii^T^}^ (-CONH2) ^fcii^j^T^/u (-COO 
R) X'hoXhXw 

:i:lX\ 3i;;^x/Hc*3lt5Ri:UTrix ^Jx.rf. ;<^/K ^'^A'. n-:fxi\f 
•:^7^/i-?fe^<^C6.i2Ty-/^S. ^x:«> -O'v^/K -7 c^^'f-Miifoy 0:.=^ 

(r>>mx<r>WSk^ m^tt-on^ -SH. T^yS> y K 

So 

25 V'»?>tt5o 

135^7^^ KT-*)o-C, $f*L<H:. ±|BUfc*B5g©^://-?i5'Ma:R«l©?£tt 
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m^(D^p^ <tii2o %m±. 0* b < ft 5 0 %fit±. $ b \:L0t. L < r± 7 0 % 

:^mm(DU^^-:^^vt Lx^*)^^mct±. mm^^ 4xmi^:^MT% 
J mm\(o% 24~255#@ (D%j^r % / 'mmi^^-t^n^^f'^ h% la^j 
4t?^fc>$ix5r^>'iiia5!i©m3 1-2 5 5#B(^iaj^T5yiaam 
15 >iri-5«u^-^7'5' K> wm^ : 4 "C^^p^ttsr 5 y BaB^oM 26-255 

/ mm(r>w, 25~255#i (D%^r % y wm\^-^'t^W:^^-f^ K> ia?>J 

4T-^t>$tl.ST?y^g5^J©B2 7~2 5 5#g<^?a5^T^ /^ga??!lS: 

20 %tL^ 2|s:|gM095^-<:?'^mC5|cig)65ii^;{7/l^j|?:¥i^/kS (-CO OH) * 

fz.n.i3fVi^^^y\^—Y (-COO-) -CfcSiiS^ ±IBLfc;*:|IMOi?^^/^°^^'M<Z) 
r't<. C5|5Sgd5T5K (-CONH2) ^fcfiJ^y^T'.'l' (-COOR) (Rtt 



wo 01^3545 PCr/JPOl/03672 

11 

(0y> ii^> ^ir«®i) r/i-*y^ifi3 J5^^f^©^;65ffiv^p,n. 
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3-/i'<SJt. 4 -^^)v-<vXM K y /I'T $ P AM:^J1H. 4 - 1 K p ^ 

(2' , 4' -v^>« f =3r curiyl^-FmocT 5 7 ^^/l') Va^J ^-yW^fl^^mfh 

N. N-^^^;^^yV*J;WAT^ K, N, N-i?^^/VT-fe hT ^ K, 
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^y-m. T-fe h = h y yu, -fu if h y /ufS: if<D= h y /Hi. mt;^ 

-/K Cl-Z> Br-Z> T^"r:^'^/W;^-^i^:*;/UJi?::^/W> b y 7>'V':^PT"tf'yK 7 
:^;/u4?^v^/vStt, ■0iJ;itf. T>'»^=3p/w^^7^/Hb (^J;tti> p<^/K 

h p^>'v?/Vaiy?.xyK 4 — ^ h=3s^i/^>'v'/V:i:-;^x>'K 4 — ^ n ci^>'i;';W 
i/^; /w?i?:=^/v t K-fb. t h ^f^i^* /V7j?c^/n: v» K4b> f y ^/v t 
•fe y ^^(^>7k^SH> 0llxLrf> ^:^r/wfb*fc»*^-7^Mbf3iioT#^-f-5r 

5, *fc> 7^7Wb»z:jg-t-5Si: UTtt. mji> -<l^^^J\^m. xhytKo 
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■-rihu^i^i?/K Br-Z, t -:/^y^3^eir365ffiV^btl5o 

t:^f-i?>'OW'5y5^->'Wfi^ilSi!LTW:. Tos, 4-p< h:3^ri^- 

5 2,3,6-hyp«5^yW<V^>^;^/W2iNc:i/K DNP, ^i^v'/W;^-^!/^^ ^/K Bum, Boc. 
Trt^ Fmoc>feif}as^V^b^^5o 

Ifex Ti^Ks Mttaij^f'/i' CTyV3— /i^ («»I;trf. ^^^^^ nny^x^j^A^^ 
10 2,4, 5-h!J^nn:7 3iy— /K 2, 4-v^r^ h p :7 y — /K -yT J :^^)VT 

JK ^<9=^Vn^a^y—/u, HQNB, N-t Kp v^^ h\ N-t Kndf^i/'^^ 

/W"<^h\ HOBt) Jai^*s^V>btt5„ TOOT^/Sofgtt^k^ 

:7a.y— ^:^T^y— ^'K ;^^^uy^—/K ^<y^i^y—JK V':^'}-)V7.)V 
l,4-y^^^i;^^;t— l,2-ai^>'v?^;*--/v;feifOj;5!fc;*5":*-i^ 

jk-^hy iJ'A^?^. ierT^'*=^T)&^lJ:a:Sr/P':*y^a!aie:J;oTt)B^*$Mo 



wo 01/83545 PCT/JPOl/03672 

15 

®M. Bodanszky *5J;0^ M.A. Ondetti, ^T'^ K • V-fe: i/;^ (Peptide 
Synthesis), Interscicnce Publishers, New York (1966^) 

(DSchroeder*>J;tW.uebke^ if • K (The Peptide) , Academic Press, 

New York (1965^) 
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®^fi^s ^^'f-h'-^^iDm^tm^. %m(m (1975^) 

(1977#) 

T?t><J;v\ 

total R N A*yt «mR N AK^SrHSl Lfc t) (^Srffl V^Tjilg^Reverse 
Transcriptase Polymerase Chain Reaction (£4Tn RT-PCRfei:B&|l?1~5) 

?|!:B5g©^:/^'^'i5^M*='-F-t-5DNAt tThi^ ^»JxLtf^ la^J^-^ : 
^3$*T,5i!feM^J3rWi-5DNASr-&W-r5DNA, ^iTcfigfl^J*^ : 3t?^^:> 
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\f\^fc^ yy^DNA. '$^yADNA7-f:/7y-s ±IBLfcaiilia-»i!S^*3fc 

<?)cDNA, ±|Bbfc*ffllia • )TOS5l5<^cDNA7'Yy7 y -^^toNAOV^ 

$ tt5ifiSi^JSr^i-S D N Aion^^MSM^mir^ D N A. * tilK^U 
3 - K-r 5 D N AC0^a55^:teSg^JS: W-r 5 D N A/ji V ^ b tL5o 

NA:7'7-f•^-S:fflV^Ti^*:4^<DPCR^fe{^:J;oT^il|Bi-5*\ t.fctm^^ 

DN A»f>T-t> L < tt^fifeDN A?^ffiV^Tglil Lfc t>(^ i: ©/>>f >^ y ^-T 

;?Llix "^V^ct-y^ ' ^ "^—^-^y^ (Molecular Cloning) 2nd (J. Sambrook 
etal., Cold Spring Harbor Lab. Press, 1989) XZ-^WSD-fSWuity^^oX^fi 
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DliA(DmM3^\(D^^tts ^©^y mK.tt, Mutan"-G (SSat 
m) ) ^ Mutan™-K (SM5t (t*) ) JfeifSrfflV^T. Gapped duplexjfe^Kunkel 

a-K1-SDNAA>e)B6«Jti-5DNA»fJT-Sr«It>WU (n) ^DNASr^tSr 

-<^^-ti^Xt±. :^Cl^®*5leoy7^^ K m. PBR3 22. pBR32 
5. pUCl 2. pUCl 3) . ttllMt**©^'^;^^ K m. pUB 110. 
pTP5. pCl 9 4) . m^^^Zfy:^^ K (M. pSHl 9. pSHI 5) . 

y^^:^nf;y(/u:^:^if<DW}m^^^^^ti:^(Di&, pAl-11. pXTl. pR 
c/CMVs pRc/RSV, p cDNAI/Ne o75c^355fflV^feH5o 

^iLTffiV^5#^«> SRaT'C^-^-, SV4 O^OJW:^^'^-^-, HI 
V • LTRyn^-iJ'-. CMVT'P^-iJ'-. HS V-TKyn*-^-^if 
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p:rt2^— ^ iac:^p^— ^ r e ca::^p*— ^'-^ XPLZfti^^ 
-Jfeif. ^t±3J5^-r*fe5^fi. PHOSyc^-^-. PGK>^P^-^-, 

sJ?yAftiP5/^'^;K ^^-*-> SV4 o^:^-y i^:/ (OTs s 
10 V4 0 o r i tmi&^m^t'^h^) Jfcif^^■^^LTV^S^><^SrfflV^5r i«S"T? 
t-5. bT«:. m7L\-i, i^t Kn|^ilJl5cS^^ (fitTx dh f r 

tmm-^^i>^h^) Jte^^ [7< y M^=5r-fe- h (MTX) . T^-fv/ 

^ (StTx Ne o'i:lll&$H-5*l^dSfc5^ 04 1 88814) m'^h\fhf\^^. 
15 ItJi:. dh f ^ai^^«^^'f:=:-X/^A;^^-»^l&*fflV^Tdh f rJte^ 

Sg*fi!lf2:#AP-t-5. ^g^as^i-^^^iy tT||®T*ifoS^«s PhoA • 5^^/:^/Ha 
20 3?U> OmpA • iXiJ^-^^l/ia^lJ/i^ia^ 1t^*S/-«5^/V;^m«"T?fc5^»^ a-r^ 

m^n. MFa • -y^-Tji^k sue 2 - i^^-TA^mfiif. ^^tm^M 
m±t\^xti. mx-ti. i^xa^y trjs®. ^^^/v^Ji®. SAJNBiia. 



wo 01/83545 PCT/JPOl/03672 

20 

niiyrc ]) \iTmm(o0,i^mt L-cft. mx.fi. j^v^^y tr • = y 

(Escherichia coli) K 1 2 • DH 1 C^n v^i^^X • • if • -^-yai- 
/V' TlJ'f^^ ' ' i^^ J^i^W X • ' 1f • cr— (Rroc. Natl. 
Acad. Sci. USA) , 6 0^. 16 0(19 6 8)] , JMl 0 3 t^-Sr^lyy 

5 ^ 'Ti^y^' (Kucleic Acids Research) , 9^, 309(198 

1 )] , J A 2 2 1 Cv?^— :^>'^ • :t:f - ^l^^^t-^— • >'M;^-d (Journal 
of Molecular Biology) ] . 1 2 0#. 5 1 7(1 9 78)] . HB 1 0 1 Cv?-Y 
-:?-/W-;^::^-^^=2lrcx7--/^'f;^nv?— , 41#, 45 9(1 96 9)], C 
60 0 C-^cn^T^^ J'^X (Genetics) , 3 9#, 44 0(1 9 54)] ^fcifjJSffi 

10 V^b^^5o 

/^f^/i^xMBi: ^Jx.fi> /^f^/ux • ih^f^yw;^ (Bacillus 

subtilis) M I 1 1 4 Ci^— V, 2 4#, 255(198 3)], 207-21 

li^^^^-f-jU • :i-zf • ^^'f ^J-'^^ 5 h y — (Journal of Biochemistry) , 9 5 
m, 8 7(1984)] tiiftmy^fbtl^o 

15 W^tL-Xti. Mx.ti. f-5';i(;n-r>f-feX (Saccharomyces 

cerevisiae) AH 2 2, AH2 2R-. NA8 7-11A, DKD-5D, 2 0 
B— 12^ v')/^^5/;^; P-7-Y"feX ^Ki^^ (Schizosaccharomyces pombe) NC 
YC 19 13, NCYC 2036, tftT /"«X h y X (Pichia pastoris) K 
M7 l3fe^a5ffiV^6)tLS„ 

20 

JfetJfe'fkiNflJia (Spodoptera frugiperda cell ; S f ^H^) . Trichoplusia ni<D^ 
miM^<OMGlUV&^ Trichoplusia ni(Z>IP*5l5(Z>High Five™aBj!&s Mamestra 
brassicae ^^(OmV^'i ifcfiEstigmena acrea^^Oi^m^J: IfUm^ ^hifl^. 
25 y^Xd^BmNP V<0#^W:, m^^Wi\:MB, (Bombyx mori N BB : BmN^ 
M) ^^<^f:^5^V^bi^5„ f «<i:LTtt. mx.f£. S f 9» (ATCC 
CKL1711) . S f 2 liNBlia (£t±x Vaughn, J.l. bs -i^yp^i^ (In 
Vivo) ,13, 213-217,(1977)) JJciTj^SfflV^fetb^, 
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(Nature) . 3 1 5#, 5 9 2(1 985)] „ 

IB) . Vero, f-ir'T =^-XyNA^^-JSflfl&CHO (£JIT> CHOmi^tmS.) ^ 
dh f rit^4<C«^^-r^-X/NA;;^i?-ij|ejjaCHO (£tT. CHO (dhf 
r") mmtV^'^) X -^l^^^LiaBia. •^•>:^AtT-2 0, •7»>;^5aip— rSB 
^ifhGHS, t hFLiafllla^^if;65^V^btLSo ^^Ks #@OiE^t hiSfl 

R M^tfffR^Ba. Mfla. ^mms^. ^vrms^. mm^mi^. ^mmm. p< 
1^i^^•>AJSBR 7>'>{^/WN^;^iaBj!as ^^3a8iia. Ji^iswax rt^jSBiia> ssni^ 

iJc#«> sScf-i^jja. afiij^jia. toas 

(Proc. Natl. Acad. Sci. USA) , 69^, 2110(197 ^^^'■^^l^ 
(Gene) , 1 7#, 1 0 7 (1 9 8 2) if{C|Bm<Z):^lfe»-t^oTff 9 ^1 .b*5-r» 

/k' y^:^ (Molecular & General Genetics) , 1 6 8#, 111 

( 1 9 7 9 ) n^^mcOlsmK-^r^Xfrf^ O^t iJ^X^ 5c 

(Methods in Enzymology) , 1 9 4#, 182-187 (1 99 1) ^ 
. if . (Proc. Natl. Acad. Sci. USA), 75 1929 

(1 9 7 8) if\z.mm(D:^m!^%^xntj: 9 ci <b ^^^-c-t 

(Bio/Technology) ,6, 47-55(1988)) ^^»^lBiJO:^j5fefC^oTfT:&5 w i:*5 
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263-26 7 (1 99 5) (^fflth^ff) , ^^uni^ 
5 (Virology) , 52 456(1973) Jc:|i^©:i^^»z:«£oTfT>^t 5 - i t^X' 

T^J^hyi^x W^ttlH^s iyam^lfs SmSitUTtts 

iDLTt>J;V\ i§«l©pH«iS!^5'-8 365^*bV\ 

20 y ^;^-^tPM 9 i^ift C 5 7 — (Miller) , v^-^'— ^/l' • - y P« 

y • ^ 'y • •^•W'^ju^^ • i^rc^^x-Y (Journal of Experiments in 

Molecular Genetics) , 4 3 1 — 43 3, Cold Spring Harbor Laboratory, New 
York 1 9 72] *S0i^LV\ XL-Z.\Z.im\!:.i.'0-:fn^-9-^W^l.<m^ 

^itm^, m^ti^ 3 p-y(:y\fV/\^Ti!^vjm(oxt>ttmMi:M:tz^tiii^x* 

25 t5o 

y rmmfom^, i^mnmnm i 5 ~ 4 3 'c-e^^i 3 ~ 2 4 1^^ 
^ti^s/^^yi-y^jimo:^. ^mttm^m 3 0 ~4 o'c-c*^ 6-24 i^^fr^fe 
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^)V^— (Burkholder) [Bostian, K. L. :/o v'— '✓^V'^X • ;t 

5 31— (Proc. Natl. Acad. Sci. USA) . 7 7#, 450 5(1 9 8 0)] -^0. 
5%;<;1f$yil^^^-r'5SD^ffi [Bitter, G. A. :;^n v'-v^:/^X • 
. if . -jrv^ -i-JV • T;&x^— • • j^:/WX • • if • 3.— ^ijx 
(Proc. Natl. Acad. Sci. USA) , 8 1^, 5 3 3 0 (1 9 8 4) ] *5 

10 ot;~3 5ic-T?jis^2 4~7 2 Wfi;^j:v\ DTji^^lt^*=^>linxL5„ 

Grace's Insect Medium (Grace, T.C.C.,^^^"lr— (Nature) , 195, 788 
(1962)) Kfm^t 1 0 %t^^yisLm^(ommmi:m'MM^1t^<Oii: ir:JSffiv> 6> 
hSc ^tfJ<^pHI*^6. 2~6. 4lJ:S^'f-5©W^LV\ «||ttii^J!i^2 

~2 OroOfl&ia^lkfllSr^tpMEM^* [f-^ai>^;x. (Science) , 1 2 2#, 
5 0 1(1 9 5 2)] , DMEM^ttS Cl^-f D Pi?— (Virology) , 8#, 396 
(1 9 59)], RPMI 164 0^aj Ci^-V— ^/^•^:^-1f •T^I;;^^>'• 
. 20 ;»<7*^*/V • i/3 (The Journal of the American Medical 

Association) 199 #, 519(1967)], 1 9 9i§tti CT'niX— v?>'^ • 

(Proceeding of the Society for the Biological Medicine) , 7 3^, 1(1 

9 5 0)] ^eif365fflv^b^^So pHf*!!?i6~8-efc5o:6s^^*bv\ ^^ttii^ 

25 3 0*0-4 O'CT-^ 15-6 O^^fr^feVX jg^^fCJSCTji^^MI^Sr^nix.^, 
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20 



25 
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25 

•ietbi<*:*>5v>ttfi^. ^ismthiy\z.n^-^f\^^. n^KUvxmm^m^ 
m\^hf\,^mjkmmt\^x\±. m^\-i. f-/K ^jv^y v. 

. m7L\t-^ t?^ii^hwm(r>mt> htx^tdm^^mi \.mi^^n<o 2-50 mzmm 

-^t^/U:^^^l^(D:^m C^-f^-Y- (Nature), 256, 495 (1975)] {;:^V\ M 
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(PEG) ■^i^^^'f «>>f;u;^3feif*5fctf btvs*^ «^*U<«:PEG*5fflVNt> 

■WW^MtX.Xlii. mTLif. NS-1. P3U1, SP2/0, AP-liS: 

~20 : lS^T'fc«9^ PEG Gif^ t< fiP EG 1 0 0 0 ~P EG 6 0 0 0) 
;6U 0~8 0%M<^SllT-»^tL, 2 0-4 one. ^f*L<H3 0~3 7*0 

T* 1 ~ 1 0 ^m-( i^=¥3L-<- h-rs t J: !3 J: < mms^^mmx*^ 5„ 

^tf. 1 ~ 2 0 ^g^* L < ti 1 0 ~ 2 0 %<0^i^^ikm^^tiR PM I 16 
4 0i|f«6. l~10%©4^JII&iejfiL^Sr-^tfGIT^% (?P3fe*filSlX^ (t!fc) ) $> 
SV^tt/^^><y Y—^mmmmh.W^m (SFM-10 1. 07K®ai (t!fe) ) is: 

}^^m^^^tt^X'^^. l^mMmt. ji^2 0~4 0t:. 0*L<«;^3 7t) 

^jciBitt. ±.^(omim^<ow(^m<om'^mm\!:.\^xmmx^^. 
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(b) ^y^x:ii—/i-w.i^<Dmm 
:i->'^i$i DEAE) irisKjfii^fe, ^/i^si^m. nmm^ 

@^afc5V^«^DX'1' vAfe5VMi:/nx'f :/G/i<if<OStt!a^^JcJ: tj^iict^ 

jgfei: i^«(cMjiiLi!)«fe{c^ssrfTJfev>, m^mmt^ ^:!mm<0'^ 
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l^:m-5)^$'^S^4Sr#UTV^5o NKG 2 DfiNKiSiBJ!ia«r*'i>i: UT— 5>OT«8 

ic^^LTtt. ^m^iiFmkz.m\^xmmmm^(om^'m^i:rmm<otiib<Dm. 
mt Lx^mx^^o 
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fi^fhm-(Dm^m{m^ u^^mt(Dmm^^^. -^tzfim^mi^iffDmi 

mmt^b :itt^x^ So ^tibm\\^isi^^mi^^&tim7fi^iMtmm<Dm^ 
:^-:^±/m^if\cmm'?>^ti!>ix^^mimtvxti. mx.ts:. 

if355^v^bi^5„ mMmmmT()^:i3':r±j\^X'h^m^}:itt^ 

tt^ffl7K(Di 9 fi^t ^ )v^<Dmtm's.. nm^. n=f-mii mx^? fiji^m 

O-SO/jtif) J&^i:#ffflLTt>J:V\ UTtt^ mtfx ^-^m. :kS. 
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tmmj^ m^ti. y^h, ^t^T., ^jx^^vv. f?^^^ by^ My=t>. 

^i^. tf^. ■1^/K J&<!f) tJ:*tbTS-^-r5^i:a5-e#5„ 

(eokgtt-C) jziisv^Ttlx -0JJ:otl^i?>'/v'iJ'SC^SrJ!!5io. lmg~i 
OOme. »i^L<timi. 0~50mgH i 19^9^^ L< 1 . 0~20mg 

mtvx. ^E.^i^mm'^mmk(Dfmm^]^^m(D^mm&ir.^\.x. 
:^^^"^5' ir<^T =r=;^ h tt. :mm<o^ i^^^ wwmts =m>* nmm^n u 
fj:^<omH<omw • 'mmti:if(Dmm(omm'=fmi^i^<ommt i.x 
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s-fb^ ( r (2) ^\:im-^mmim^^i\iii(o:^^ v-^y^i ^m^xiS: 

(i) t (ii) (Dm^Ktoi-f^. ^mmo>^y^'^^M^(DNKG2DiC 

mt-^. m^m. mmmt^. mmmm. Wimumm^if'^Mh. 

(DX*i>i:\f\ 
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mx.tf. ±iB (ii) (Dm^^zi^s^■f^NKG2D\znir^^^^^^•ftti.'^^^lSiJ!k<o 
tt'fbSr±ia (i) (om^Kit^x, m2o%u±s »*b<tt^3o%£i±. j: 

FBs (^^v'ji&j^jfiL^) ^*«y^^«^ 

pH7, SOTris-HCP^s^:??'- (MgC12. EDTA^^) 

2. ^>'/^•^Srgl^B 

3. KG2Dy— ;^ 

KG2D |g3^ CHO-Kl Mfl^ 

h IgG (Fc)-FITC3i^i^3.y— b 
5. tfeW 

KG2D CHO-Kl j^BiatJ:. ±^i5':^/-«^J'®i^ia*5J;tmife^k^t:inx.. it ' 
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t h IgG (Fc)-FITC3>'5;>3.^-fT-^Srm\ 7P—^^'r h^— ^'t?K62Di: 

-<>^f^m^b-a-«b. -a-fifejk^. «tttii?s. mmmmm. mm. 

r©J;5lJ:LX#fen5M(*^^X{£^i4XfcS(^X. ■0iJ;t«. t h^fcfi 
i&jliLilj'fe («ajxf^. hs t^'i^^ hPx 

-r^. l^>'i'i^i^) {;:JtbXg-^-t-sn«b-6sx#5„ 
^^k^^/cf±^<7)«^<^iS;«(4. ^(^f^ffl. ^i^S. S^*t^. 

6<Jl-fifeA (**2*6 0 k g LX) lc*>V^Xfi. -0 l^iot^^b-a^SriS^ 0. 1 ~ 
1 0 Omg. 0^U<{i*?)l. 0~5 Omg. J;»)0* U<r±*?Il. 0~20m 

A (6 0 k g i: UX) - Hi^o t^ib-a^Sr#ilO. 0 1~3 0 

mgSlt> ^f*K«3KlO. l~2 0mg@S. J:»?0*b<l*ji^O. 1~10 
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Sr^U-rSo /^5/7T-l-ri. pHjKl4~10 (M*b<tts pH*&6~8) O 
(D:^%^(0^ K-f ^yf'^iS^ifel-J^SJtfi^t i'l- 
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&Hff. v^-fno^i!i^ifeSrffiV^-Ct>J:V^„ M^^. hV-. m^^. 4 

Tjfjj;^^^:/, jHJJT^y^vT^ h\ v-y a^-^w^fife^flg. ifo 
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m(o n mx' 2 mm&.±(o^i^<om^^^m\i^x 
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^M^J (^2)S) BSft5 7¥3lfT) . ^jii^f&e.lB r^E^gE 

m^Bi (ll3)S) Bg^6 2¥l8tt) s TMethods in ENZYMOLOGYJ 

Vol. 70 (Immunochemical Techniques (Part A)),. Vol. 73 (Innnunochemical 

Techniques (Part B))^ Vol. 74 (Immunochemical Techniques (Part C))^ 

Vol. 84 (Immunochemical Techniques (Part D: Selected Immunoassays) )» 
1^1^ Vol. 92 (Immunochemical Techniques (Part E: Monoclonal Antibodies and 
General Immunoassay Methods)) s Vol. 121 (Immunochemical 

Techniques (Part I:Hybridoma Technology and Monoclonal Antibodies)) (£;IJ::.^ 

^^mm0: < ^ft-r 5 r t t^x^ §„ 
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t^'i?. :f^. ^iy. ^='> \zM\.xma^^fcn^Bam^ 
^^-r5ri::65-c#S„ S4-*fi. S-^^t^. ^I^S. ^sE4^^ ^^Ji^hti:if 

:^mm<om^^im&t\^X. mno. O l~2 0mg/k g 

i^mmst. »*L<tto. i~i omg/k g{MmKx $b»j:0*u<fio. i 

ift\zm\:.xmMhxiiX\i\ 
y^^&mo^i^fi. ^fimi^tifm^ :^mwm^^ t uts^ws t f>^x^ 

fcff btiSo ii^t^^mm\^'^^'m(r>:>5m-^^xm^^^. mim\z-i^^^ 
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mm\-mmm*m. &rfmm. suf^m^m. mmmm. mmiM^j:^(o 

10 ^^b8 0^ HCO— 5 0 (polyoxyethylene (5 0mol) adduct of 

hydrogenated castor oil) ] ^if LTtj J:V\ fttt^t LTtt> ^kJit^ 

Tf±. %n. u-f^ivu^ mm (Ti/>^/w) s •mfa^-hmTf^^f^. =t 

MMm^^f^W^^f^^ ii^5~500mg. it) t>\^^nX\t 5 ~ 1 0 
20 Omg. ^(^fl!lO»-ff±l 0~2 5 Omg©Ji|B^flsd5-^^$3xTV^5ri:*5 

UPAC— lUB Commission on Biochemical NomenclaturelC iSB&^fcSV'' 
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DNA :y':t^iyV^mm 

c D N A : m^my':t^-y D ^mWt 

A : rf^ ^^ 

T \'J'%^y 

5 G : ^r^V 

C rexhi/i^ 

I \^ J-yy 

R : rf=^y (A) %fz.\i,^r^:y (G) 

Y (T) ^fcttv'hv^:^ (C) 
10 M :Tx=>' (A) ^fcftv'hv^i^ (C) 

K : ^r^y (G) ^fcli^^^ (T) 

. s : ^T^y (G) ^fcfiv-hiXV (C) 

W :Tx^>^ (A) ^fcji^^i^ (T) 

B .^r^y (G) . ^T=V (G)^fctt^5:/ (T) 

15 D •.rf=-^y (A) , ^T=V (G) *fctt^5i^ (T) 

V : rf^-y (A) . i/r:::^i^ (G) *fct±i^hVi^ (C) 
RNA 

mRNA : ^ v^^^J'^—^) i^^fk 

d AT P : 7^::r=^e^Tx / i^i^H JJ l^Wi 

20 d TT P : i^:/Hy 

d G T P : x:^^>^i?'T / ^yVE. y 

d C T P : x:^^r ixi/^v^^/H P Vgl 

ATP \TfJ'yy=.)>>W. 

25 Gly 

Ala '.ry=-y 

vai :^^y:/ 

Leu : n^fi^i^ . 

lie ; ^yn^->'i^ 
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S e r . 


• ^ y ^ 


T h r 




C y s 




Me t 


• y - — *^ 


G 1 u 




A ^ n 




1 v c 

J-* J o 




A T" CT 

JTV r g 


• / /»^^*— 






XT n e 




1 y r 




1 r p 




Pro 




A s n 




n. 1 n 




p Vt 1 IZ 


. C M y /l^^ 






7 'Wo 




Me 

XVI c 




E t 




B u 




P h 




TC 


* J / y y ft \XV./ y Pas 


T o s 


. — k /U -r V >C /L'*^ -ah ^ iL' 


CHO 




B z 1 


: -<^^v?/k 


C Ij-Bzl 


: 2, 6— v^^aD^^'v^/I^ 


MB z 1 
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Me B z 1 
O cHe X 
OB z 1 
Bom 
Z 

C 1 -z 
B r-Z 
B o c 
DNP 
T r t 
B um 
Fmo c 
HOB t 
HOOB t 

HONB 

DCC 

DMF 

TEA 

WSCD 

EDTA 
SDS 
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N - 9 - yji^^ w^/^ ^ h ^ e/* -'^^ 

1 - 1 Kn v^^:/X h y TV—)\^ 
1,2.3 — ^:/yMJri^>' 

1 3 ( 3 - v^p* ^/VT ^ / y o If/V) 
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mm^ •■ 3 

ia^J#-^ : 5 

ia3?!l## : 6 

10 iB^J#-^ : 7 

FLAG m^i't^iTo 

. mm^: 9 

E^J#-^ : 1 0 
gB^J## : 1 1 
20 ga3?IJ#-^ : 1 2 

&rf<D^m 1 T?#b^Xfc?^Ki|i#t<t^i^3^ y t T • 3 y (Escherichia 
coli) JMl 0 9/pCR2. 1-CSP2H:. 5jZ^l 2^3^ 1 6 Bd^fe^^ 

25 mo < rf mm 1-1-1 ^^f^ 6 (om^fumximmwi^-^wm 

mmft^y'^- (I POD) {C^te#-§-F E RM BP-70 9 1tL-r. « 

1 2¥2^ 1 6 0d=>b:>cBSJff;k:fiRmiSJilK+H*Prr2-l 7-8 5©m^feA • 

mmmm d fo tc^te^f-i fo i e 3 e 3 i: uT^§ttTv^5, 
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w-.^t2^=:/^ (Molecular Cloning) tJ:|B^$^xTV'»5:^&tc€gofc„ 



C S P 2 c DNAtO^a— z^^-i/ 

t h^ilc DNA (Marathon-Ready™ cDNA ; Clontech th) ^^Mt 2<i 

2) ^ffiV^TPCRSrfTJ^Co/Co PCR5;S:tJ:fi Advantage 2 Polymerase 
Mixture ( Clontech th) ®9 St). 1^0)'^. ©9 5 tlx 3 6 

2*Cs 3 050?. est^s 2:$>:^3 OlB]«^^. ®6 S'C. 5:»C9#;ft^^grff J'j^o 
fco SliS0*&«rTA^i3-=:X:/:3E^i/ h (Invitrogen th) ©^l^tife 

V\ -^^y;^?: K-^^^*-pCR2. l ( invitrogen Ifc) ^:^c«^—i^^tfco 

la^j wm^: 3) ^#fc„ ^(^cDNAiD^tw^ttsT^yiiiB^Jia^ij 

: 4) S P 2 bfc„ ia^J#-§- : 3 T-*^^H5 c DN ASr^^i" 

S?^®fe^*t^Sr:t v^3i y t T • 3 y (Escherichia coli) JM109/'pCR2. 
1-CSP 2 ilJ^^Ufco 

^Jig#iJ2 

c s p 2 <^®j!^^!ia-eo^^^^ —(omm. 

C S P 2 SrlbtJSaiia't'T-lgm^^SfcfeOlgm^iJ' iJ'-tts CSP2;Sr3-K 
-^;5;^_y^y_^^i^^7^-3, (ORF) Sr^tfDNA||r>i-«rs S!i«l^j|IBIiaffi 
PCM618FLAG t3:#Ai-5 ^ J;oT#fc„ PCAN618FLAG fiTT'^ 

c Y^^^- PCAN618 (ia^.Wffi ;PCT JPOO/05685-^) \t.^% 
U Sal I WSLW^\^'^'t^^T%jn<0 FUG gB^^J (ia^J#-^ : 7 ; Asp- 
Tyr-Lys^Asp-Asp-Asp-Asp-Lys) Ki-^^SI^J^i^it^ K:^t;:ORF4r 

■a-^S'^S^l^iT. ^^m^V^"^^^ FLAGBIl^^^^i^/^•:^'tUT|gm$•&5r^;^5 
^ie-efc5o *i*CSP2^i^/-?^^3-KbTVN5 cDNA Sri^lCLT. lif^ 
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§l$&3 \ry(omM\^mm^m Me l ^»fiE:;&K Si^f-ISlthbfc^fife DM 

(ia^j#-^: 5) t. cs p 2^ yy<^(D 222 mn<or^y^(ommJi^^ 

Sal I msmLiH^X^KmYUc^^ DMA (i^J#^ : 6) SrfflVNTPCR 
i:nfji<3tia PCR^fJltl Advantage 2 Polymerase Mixture ( Clontech 
m Q 94^: 1 © 98^ 10 60"C 30 72*0 1 

30 iHl©^. (D 72'C 10 ^<^#*Kl£:^ffJ&o-CCSP 2<Z)ORFS:^tfDN 
A»f>T"iSr#fc„ rcJDNAltffK'^ TA Cloning Kit ( Invitrogen tt) (^^ft^^J:: 
^V"*^ y^;^^ K-^^^'— pVR2. 1-TOPO ( Invitrogen tt) a^^l^^Lfc, 
#bnfc7°^;=^^ F<^MM* Mfe I R-a Sal I T-^J^f LTi^A»f>T-Sr!HlilXU 
PCAN618FLAG (D Eco Rl/Sal I l35»#AUTfc b C S P 2 iJ' ^/•?i5'(^B)!^«fl 
||&-C05^^^^^^ PCAN618/CSP2-FLAG Sr#fco 

C S P 2 C O S - 7 jNBHa 

COS-7iW/!a 2xio« 10% <D FBS (^^^^'ll&i^lfn.^) ^Sr-^tf DMEM (J§ 
ai; GibcoBRL ) 1^. 10 cm ^y^-'UX' 24 l^^1J#^bfc„ rt^f^. ^lfe0iJ2T' 

PCAN618/CSP2-FLAG ^fcttj^TR^'^^ ^'^pCANeiS^Sr, 
LipofectAMINE ( GibcoBRL ) S:fflV^-CJ^ll&^^:#Abs ^^i^ 18 l*^i§«bfc„ 
?)<C{;::^^^ 0.05% CHAPS Sr-^tP Opti-lffiM (:^* ; GibcoBRL ) iZltftX-T^ bl- 

±^1 M 1 \Z.2-yt^i^:byV^^ y^/^i:^t^^A(0 SDS-Sample Buffer SrAP;t 
-C 16% Peptide-PAGE ( TEFCO ) XnM^BU wtbSr PVDF B ( Amersham ) 
izm^m^l^fta -imi^t UT^ FLAG i-^^^ IgG ; Sigma ) «:fflV\ 
i:^^{*^t'fiHRP (Horseraddish peroxidase ; 15#17lMf'^/^;^^S^^— U 
mSu-^^^ IgG^#: (Amersham) ^SrfflV^fCo Eaplus ^zxu^K^yf 

xxy y^Wyy^'f'^ (Western Blot Detection System) (Amersham) ^ffiV^ 

- (pCAM618/'CSF2-FUG) -(?&t)> V-V\\m'^'^7:^^ K (pCAN6l8) T?*) 
So ill t^h^ ht^fl^ 5 ^ FLAG ^{*:T'mm$n5E«J*«fll±^ilt»JJ:?fe 
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m^m4: CSP2 ^l^y<^(D COST m^i^A^fjOiSM 

lliS«a|3t;:S3V^T CSP2 dfi^y^^ifi cos? Mfm^±m^\^6^B^i\'^^ti>^ 

5 CSP2-FLAG COS? ilmJi&^«±»tf**e>i^iSiUfc„ ^ 

»j2T-#fc^m^i5^^-SrllllS^«j3(D:^(C^oT 10 cm ->^-U 30 tJc<^ 
COS? «l;:#Ab. ^^±mSrleWXbfc„ lB]i|XUfci#*±mf^4>l3:ioT3BB 
ia^Sr^V>fc^> anti-FLAG M2-agarose affinity gel ( SIGMA tt) 
FLAG peptide (iE^J#-i- : 7 ; Asp-Tyr-Lys-Asp-Asp- Asp-Asp-Lys ) VB&O^ 

10 ^^^-?i?^^tfiL/Co ^<Dmtiit&^ TBS ( pH 7.2 ) {;::*f LTigW U 

Centricon-10 ( Amicon tfc) ^grfflV^T 500 /i 1 tc:^-C'Mb. iffi|Sl^a$r#fc„ 

::ttSr SDS-PAGE tc^j^ftTffi^feSrfj/iofc 40 kDa ofi[gl;:::^ci- 

Kjfe/^>'K;65;g^Hl$tbyto Micro BCA Protein Assay Kit ( Piercr 

15 

5 CSP2-FLAG ^ )y^<^ <D N T^JgT 5 J ij®^J<^^^ 

UliS^iJ 4 -x^^h^tdmm^^ay 5 2 0 M 1 ^-ov^-c o . i % t f a-c^ 

— 'ir>'■^^— Procice 491 cLC (Applied Biosystems^fc) SrffiV^TPL-Prosorbf- 
(0. 92pmol). 2. -feyi^d. OOpmol). 3. a-f (1. 

8 7pmol) (^^r^yg^S;55#e>4xfc(ife. 2#B©fig:J><hLTN^;6>b 
:/yi^i^ (0. 7 0pmo 1) . 2. tJ^^i^:^ (0. 4 3pmo 1) , 
3. -fey (0. 6 4 pmo I) , 4. u^-yi^ {1. 1 1 pmo 1) ©#T5 

25 / ife^Sj^Si^tU $ fitco o r i c s p 2 ^J' li^ ©bu^^? o N 
5^053OT5;yggt>L<»t2 9T^yg|^S<o>>'^-^;wiaW^»f$ti/. 3 1 
^KB®t;^^v?:xaS*fcr±3 o^SBOi/y v':/aS36^b*&t5C S P 2fife 
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mmme csp2 ^v^-^^j^ot h igc fc mi$iii(Dm:^^y^<^<om^ 
CSP2 Y igG Fc mnt(Dm^^'-^^^i!^ ti.xm^^'^^r^fixomn^i^ 

^-ommiX &,T<om^X'nfSiotCo S-rt hJSm IgG Fc cDNA ( Clontech 
tfc) ^m.t UT. «tJPB^^ Xho I ^tLti Not I laHfcSrTi^;^-^ VXW^ 
^ DNA (ia^J## : 8RtJ«9) SrfflV^T PGR Srfr^ofc. PGR Rl&fZltt 

Advantage 2 Polymerase Mixture ( Clontech tfc) SrffiV\ ® 94*0 1 ^(O^^ 

© get; lo f!>, eox: so 72t: i 35 iai(Z)ms (D 72*0 10 ^(ow 

:^^$rffJ^to-Cfc h IgG Fc ^Sra-Ki-^ DNA Sf/T-Sr^fc, JKZ) UNA Wr 

TA Cloning Kit (Invitrogen tt) <D*Q!::l^|2:flfeV\ K^^^— 
PCR2.1-T0P0 ( Invitrogen tfc) ^tJ' n— sii^tJ'bfCo KSrffil 
BRg^* Xho I S.tJJ Not I T-^»fL-Cif A»fK-^^lH]ltKL. pCAN618 Xho 1/ 
Not I ?$^lCifAUX pCAN618Fc ^W^o ^Ct- CSP2 iJ'^/A^J'^Sra— KLTV^ 
5 cDNA Sri^l2:UT. 3fe<^^^ DNA (ga?U## : 5) CSP2 9l^/<>^(0 
221 #g<^)T^ /iltO^MISffi^ Xho I ^S6lFMfe;d5< 5J;5JJ:i»thUyS:-a'^ 
DNA (ia3aj## : 1 0) S^fflV^T PGR Srfr^ofCo PGR RJi&tCtt Advantage 2 
Polymerase Mixture ( Clontech |±) i^ffiV\ ® 94t; 1 ^(OVk. @ 98t: 10 

eor 30 H^^ 72'C 1 5>$r 25 0<Dm, (D 72*0 10 r9-©#ftSf£?^^T''i 
OTGSP2 (O ORF Sr-^tf DNA »f>frSr#;/t„ ilO DNA »f>i-^aiilSi^ Mf e I & 
0^ Xho I -C§J»fUTlilJt5lts pGAN6l8Fc <^ Eco Rl/Xho I SMDrfc^AL-Cfc 
h GSP2 ^:y^'^if(OW^m^X(rm'^^P9— pGAN618/GSP2-Fc «:#fCo 

^btLfc^^^iJ'^J'— pCAN618/CSP2-Fc tt, %WiS^^hnM.(0'^'^X 10 cm 
^y^-V 2 tfc5><D C0S7 «lC^AbT^^±m^|EiJRbfco lBll|Xbfc^#± 
?tH:ji'ij>tJ:J;oT«8ia^;Sr^V^M, Centricon-lO ( Amicon tfc) S:ffiV>T 100 

:itt;fcpvDF lifo^u/isfe^^TfT^jto^ o^mriB^^) o 

t h NKG2D CHO-Kl iNeJI&j!^©;^^ 
t b NKG2D SrlSm§-e:5fcJb©^3^^i5^iJ'-ft£ilTO:3^-e«l^byS:o 
t hJWii NKG2D cDNA ( Clontech tfc) Sr^t LT. fflUBS^ Eco RI ^ifefi 



wo 01/83545 PCT/JPOl/03672 

48 

Not I mL^T:yiJ-t VXWo^^ DNA QSS^m^ : 11RXJ^12) SrfflV>T 
PCR Srft^Co^o ?CR ^liStri Advantage 2 Polymerase Mixture ( Clontech 
th) SrfflV^. ® 95t: 1 ^<0^x (D 95T) 20 72'C 4 5^Sr 5 0. ©SSTC 
20 est: 4 5 [el, ®95TC 20 64^) 20 SSt: 4 5)-Sr 30 
5 |hI<^^. ©est: 3 53f<^#ft£0&^ff'^^oTt h NKG2D ^^^K-TS DNA »f 
>T-Sr#fc, ;iO DNA »r>i*^ TA Cloning Kit (Invitrogen th) (^)«!!:&J2:fl6V\ 
K'<^ ^*-pCR2. 1-TOPO ( Invitrogen ^^^—^^y^l'tio #b 
K^rftillSS^I? Eco RI Not I -e§JllfLT#Allr>i-SrIiHRU 
PCAN618 O Eco RI/Not I ALT pCAN618/hNKG2D ^Sr#]fc„ 

10 #btb^c^-^^i5'^— pCAN618/hNKG2D LipofectAMINE ( GibcoBRL ) ^ 

fflV^T CHO-Kl m^KmAVfCo 0.5 mg/nd (O Geneticin ifaMm) 

TISm^^^-<^^A$nfc»ll!&S:2l4RU t h NKG2D ?m CHO-Kl mtSic 
CH0-Kl/hNKG2D-ll 

15 HJiifijB CSP2-FC ^://^°^Ob: h NKG2D CHQ-Kl ^JBS--*^^ 

lliS*^7X-#fcfc h NKG2D CHO-Kl iSBHat* CH0-Kl/hNKG2D-ll <£r. PBS 

/i% FBS -e 2 lalifc#^s MMme-^^ft csp2-Fc cos? jNiiia®«4l±* 

Wl^m 10 Ml Sr-^tf 50|tl <0 PBS/lSt PES {CSSSIb^o ox; 60 5>S 

fS^-tit-C^-a-^^fc^. 200^1 © PBS/1% PES 2 mfl£^. l/iKD anti- 

20 human IgG (Fc)-FITC conjugate ( Caltag t±) Sr-^tf 50^1 <^ PBS/l% FBS 

kmmi-fCo rtbSr or 60 ^m^^^Xm^Vtc^. 200 © PBS/1% FBS 
-e 2 Ulifc?^, 600m1 ® PBS/1% FBS iJlffliMU^t. itt$r h 

^— FACSVantage ( Becton Dickinson ^t) %fflV^•C#P^Lfct 
FITC ^TfeSa^cD^V^MdS^fcbtt. CHO-Kl SBia^ffilC^S^tfcV: f NKG2D 

25 CSP2-FC ^^^^^^(Dmhjti^ti^'^-dm^^f^ti (@2<^A) „ 

l^=^J::L-r, CHO-Kl m (3:^bn-/v) ^^6-e#b 
fltc CSP2-FC C0S7 iSDlia<Z>^IIJ:m«iHI'l^©i^^ (@2©B) . ^CbtJ^JJl 
±|BaiO-Kl/hNKG2D-lU3:5tt-5, tmm(0:^XUock KS:^ 

AUT#btbfc Mock mA cos? j^Ba©^^±m^ife<^5^^Sril'< 



wo 01/83545 PCT/JP0iy03672 

49 

fz. (@2©C) o 

f^i^^ iSa/iaKli^Lfc CSP2-FC fi, FITC :^Lfc anti-human IgG (Fc) ^ 
jfiL^T-S^ Lifers FACS SrfflV^T^^WLfc. 

t h NKG2D CHO-Kl j^Hat-J^LTfi^ CSP2-Fc 18^ C0S7 )SHl!a<Z>^^± 
^^$gtJ^^SP;tfcm- (02<OA) . Mock 7^7^ 5 K^A COS? 

NKG2D SrlS^L-CV^-feV^a^'ha— /W© CHO-Kl jSBJU&t-^LTfi CSP2-Fc iCi 
S^3t3aiS<^li3fttil.P>tt/j:*>ofc (@2©c) „ ::ttbA~c©@Srfi*afc<Z) 
Ifi @20DT-fc5, rttfcori;6='b. CSP2-FC ;a5 CHO-Kl ©JKBlS^ffitCfg^ 
Lfc NKG2D tCl^-^-rSwijaS^^tV. NKG2D id? CSP2 ^ <^)#^6<Jjfc^^ 

ga^m-^: 1 

Designed oligonucleotide primer to amplify DNA encoding CSP2 

u^m^ : 2 
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Designed oligonucleotide primer to an?)lify DNA encoding CSP2 

m^m^ : 5 

Designed oligonucleotide primer to amplify DNA encoding CSP2 
iB^^: 6 

Designed oligonucleotide primer to amplify DNA encoding CSP2 

rn^m^ : 7 

FLAG sequence of pCAN618PLAG 

mim^ : 8 

Designed oligonucleotide primer to aB9)lify DNA encoding IgG Fc 
Designed oligonucleotide primer to amplify DNA encoding IgG Fc 

m^m^ : 1 0 

Designed oligonucleotide primer to amplify WiA encoding CSP2 

ummw : 1 1 

Designed oligonucleotide primer to amplify MIA encoding NKG2D 
mn^^ : 1 2 

Designed oligonucleotide primer to amplify DNA encoding NKG2D 
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m (o m m 

4 . Emi^ : 3 tt51feSffi^JSrW1-5IS^©lfiB8ll 3 «iB«<^D N A. 

5. f!l*0«SH^2]fi|Bm<olas^-<::^^KSr='- K-f-5DNASr^*i-5DNA, 

6 . IS*»MII 3^^fc{4^ 5:^sa^ODN ASr-&^i-5^;^-<^ ^S'-o 
7 . I»*(^I£HII 6 mm.(r>^x.-<^ ^-Ti^®^^^ tb»®^^(*:o 

10. ft3jt©^HI|33®t)b<H^5«|2^<Z>DNA*fcfilS*0®iBI|9«^ 
1 2. • ?&»JT*fc5l»*<^<^ffl^l i:SIB«<^^m. 
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y ho 

16. fl*(?9«6BBIIl 5«IB«05<b-a-4&*fc«:-eo:^Sr-^^UT>fc5E^ 

1 7 . «©i^E5 • f^j-efcsii5k©«56Bii 1 6 m^<rmm. 

1 8 . m^^n <irWi--5 ^^^rM-rs fcfero®it:*o^ii 1 mm.<D^ 

^ St> b < m^(om% 2 3®IB^^^^fP:9•-<>^^ K ^> U < fi:?:<OT ^ K 

-rii^^^jfe*fc«i&:^0|SBami 4:®ISi^o;^^ y-^i^^ffi^^x ^S^ffiV^T 

19. (mi^(ommm 1 j®ib^«>^ « u < fi^a>m. M*<^isfflS 2 m 

fcli(Dst*<z)i^Kfl 1 2«fB^(^;^^' y-=i^^:>^ife*:fcnfS*<^l5BB^i 3^ 
^®tL<«:^©:i[. f»*©®fflB2«ia«<Dg|55^-<-:/^Kt>L<fi^or^ K 

2 0 . m^o^mm i s «ib^<z)>^ y i^^:m^ftnm^(oimn 14^ 
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2 3. f^mmmm-^fcnm^mi^m^mi-mm^mmi'^ftib(Domi^<D^ 

^®tb<f4-?:©ifi. ?l*<^«6lii^23g|B«©g|J^>-<::^^Kt>U<tt-?:OT^ K 
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SEQUENCE LISTING 
<110> Takeda Chemical Industries, Ltd. 

<120> Novel Protein and Its Use 

5 

<130> 662523 

<150> JP 2000-127547 
<150> 2000-04-27 

10 

<150> JP 2001-64862 
<150> 2001-03-08 

<160> 12 

15 

<210> 1 
<211> 30 
<212> DNA 

<213> Artificial Sequence 

20 

<220> 

<223> Designed oligonucleotide primer to an^ilify DNA encoding CSP2 
<400> 1 

25 ctcgagacgc ccagcttcct gcctgttact 30 



<210> 2 
<211> 30 
<212> DNA 
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2. 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to amplify DM encoding CSP2 

5 

<400> 2 

CTOGAGGTGG GAGCCAAGGC TGTCAGCGAT 30 

<210> 3 
10 <211> 765 

<212> DNA 
<213> Human 

<400> 3 

15 atgcgaagaa tatccctgac ttctagccct gtgcgccttc ttttgtttct gctgttgcta 60 

ctaatagcct tggagatcat ggttggtggt cactctcttt gcttcaactt cactataaaa 120 

tcattgtcca gacctggaca gccctggtgt gaagcgcagg tcttcttgaa taaaaatctt 180 

ttccttcagt acaacagtga caacaacatg gtcaaacctc tgggcctcct ggggaagaag 240 

gtaaatgcca ccagcacttg gggagaattg acccaaacgc tgggagaagt ggggcgagac 300 

20 ctcaggatgc tcctttgtga catcaaaccc cagataaaga ccagtgatcc ttccactctg 360 

caagtcgaga tgttttgtca acgtgaagca gaacggtgca ctggtgcatc ctggcagttc 420 

gccatcaatg gagagaaatc cctcctcttt gacgcaatga acatgacctg gacagtaatt 480 

aatcatgaag ccagtaagat caaggagaca tggaagaaag acagagggct ggaaaagtat 540 

ttcaggaagc tctcaaaggg agactgcgat cactggctca gggaattctt agggcactgg 600 

25 gaggcaatgc cagaaccgac agtgtcacca gtaaatgctt cagatatcca ctggtcttct 660 

tctagtctac cagatagatg gatcatcctg ggggcattca tcctgttact tttaatggga 720 

attgttctca tctgtgtctg gtggcaaaat ggcagaagat ccacc 765 

<210> 4 
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3. 

<211> 255 
<212> PRT 
<213> Human 



5 <400> 4 

Met Arg Arg lie Ser Leu Thr Ser Ser Pro Val Arg Leu Leu Leu Phe 

5 10 15 

Leu Leu Leu Leu Leu lie Ala Leu Glu He Met Val Gly Gly His Ser 
20 25 30 

10 Leu Cys Phe Asn Phe Thr He Lys Ser Leu Ser Arg Pro Gly Gin Pro 
35 40 45 

Trp Cys Glu Ala Gin Val Phe Leu Asn Lys Asn Leu Phe Leu Gin Tyr 

50 55 60 

Asn Ser Asp Asn Asn Met Val Lys Pro Leu Gly Leu Leu Gly Lys Lys 
15 65 70 75 80 

Val Asn Ala Thr Ser Thr Trp Gly Glu Leu Thr Gin Thr Leu Gly Glu 

85 90 95 

Val Gly Arg Asp Leu Arg Met Leu Leu Cys Asp He Lys Pro Gin He 
100 105 110 

20 Lys Thr Ser Asp Pro Ser Thr Leu Gin Val Glu Met Phe Cys Gin Arg 
115 120 125 

Glu Ala Glu Arg Cys Hir Gly Ala Ser Trp Gin Phe Ala He Asn Gly 

130 135 140 

Glu Lys Ser Leu Leu Phe Asp Ala Met Asn Met Thr Trp Thr Val He 
25 145 150 155 160 

Asn His Glu Ala Ser Lys He Lys Glu Thr Trp Lys Lys Asp Arg Gly 

165 170 175 

Leu Glu Lys Tyr Phe Arg Lys Leu Ser Lys Gly Asp Cys Asp His Trp 
180 185 190 
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4 

Leu Arg Glu Phe Leu Gly His Trp Glu Ala Met Pro Glu Pro Thr Val 

195 200 205 

Ser Pro Val Asn Ala Ser Asp He His Trp Ser Ser Ser Ser Leu Pro 

210 215 220 

Asp Arg Trp He He Leu Gly Ala Phe He Leu Leu Leu Leu Met Gly 
225 230 235 240 

He Val Uu He Cys Val Trp Trp Gin Asn Gly Arg Arg Ser Hir 
245 250 255 

<210> 5 
<211> 35 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> Designed oligonucleotide primer to ait?>lify DNA encoding CSP2 
<400> 5 

caattgccac catgcgaaga atatccctga cttct 35 

<210> 6 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to anplify DNA encoding CSP2 



<400> 6 
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5 

gtcgacacta gaagaagacc agtggatatc t 31 

<210> 7 
<211> 8 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> FLAG sequence of pCAN618FLAG 
<400> 7 

Asp Tyr Lys Asp Asp Asp Asp Lys 8 

<210> 8 

<211> 30 
<212> DMA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to aiq)lify DNA encoding IgG Fc 
<400> 8 

ctcgagatct tgtgacaaaa ctcacacatg 30 

<210> 9 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Designed oligonucleotide primer to anplify DNA encoding IgG Fc 
<400> 9 

5 gcggccgctc atttacccgg agacagggag 30 

<210> 10 
<211> 35 
<212> DNA 
10 <213> Artificial Sequence 

<220> 

<223> Designed oligonucleotide primer to anplify DNA encoding CSP2 

15 <400> 10 

gtagactcga ggaagaccag tggatatctg aagca 35 

<210> 11 
<211> 42 
20 <212> DNA 

<213> Artificial Sequence 

<220> 

<223> Designed oligonucleotide primer to an«)lify DNA encoding NKG2D 



25 



<400> 11 

atgaattcca ccatggggtg gattcgtggt cggaggtctc ga 42 



<210> 12 
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7 

<211> 38 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotide primer to anplify DNA encoding NKG2D 
<400> 12 

aagcggccgc ttacacagtc ctttgcatgc agatgtag 38 
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(See extra sheet . ) 



3. n Claims Nos.: 

becaose fliey are dependent claons and are not drafted in aooofdanoe with the second and tfaiid 



of Rule 6.4(a). 



Box n Observations where unity of invention Is lacking (Continuation of item 2 of first sheet) 



This hiteEDatioiial Searching Authority found multiple inventions in this international application, as follows: 



1. Q As aU required additional search jEees were tinwiy paid by the i^tiC8nt,diisi 

claims. 

2. Q As ail searchable claims oouJd be searched without efifortjustifying an additiona] fee, t^ 

of any additinnal &e. 

3. ^3 ^ some of the required additional sean^ fees were timdy paid by the applicant, Ifais inteznationsd search xepoit covere 

only tiM>se claims for which fees were paid, specifically claims Nos.: 



4. Q No leqnired additional search fees were timely paid fay tiie q^^licant Conseqnently, tfiis inlemational 
search report is restricted to the inventioa first mentioned in die claims; it is covered by claims Nos. : 



Remark on Protest Q Ibe additional search fees were accompanied by the ^licanf s protest 
ri No protest eoconqaoied the payment of additional search fees. 



Foini FCT/ISA/210 (contiimalion of fiist sheet (1)) (July 1992) 



INTERNATIONAL SEARCH REPORT 


jiiiMiiflfifyn«i sppiicstioii No« 




PCT/JPOl/03672 



Continuabion of Box No. 1-2 of continuation of first sheet (1) 



Concerning the confounds promoting or inhibiting the activity of 
the protein or its salt as described in claim 1 and the peptide fragment 
or its amide, ester or salt as described in claim 2 which are obtained 
by using the screening method as set foirth in claim 13 or the screening 
kit as set forth in claim 14, no particular con^und is disclosed in the 
examples, etc. of the description. Moreover, it is not described what 
conpounds fall within the scope thereof. Therefore, it is con^letely 
unJmown what coTtqpoxinds are involved in the scope thereof in practice. 
Such being the case, the inventions as set forth in the above claims are 
not so clear as to enable the practice of any meaningful international 
search. 



F(nmPCT/ISAy210 (extra sheet) (Jdy 1992) 



BBWaS-i- PCT/JPOl/036 7 2 



Int-Cl' C07K14/47. Cia*l5/12. C12P21/02. 00706/18. A61K39/395. GqiN33/50 



s^Es^^Tofca/Ma5^^ (h^^^iw^ (i po ) 

Int-Cr amC14/47. CI2NIS/I2, CI2P2I/O2. OOme/lS. A6UC39/395, G01N33/50 



GenBank/EHBL/DDBJ/GeneSeq 
Svissprot/PIR/GeneSeq 
WPID6/BI0SIS/BI0TH3UBS/IIQ)LINE/a (STN) 



3lffl:JtiRo 



X 



X 



wo 99/31236 A2 (Genset) 24.6^.1999(24.06.99). 
SEQ ID N0s:320,456 & EP 1037977 A2 & AU 9915030 A 

WO 99/06554 A2 (Genset) 11.2.^.1999(11.02.99), • 
SEQ ID N0s:70. 338 & EP 1000152 A2 & AU 9885557 A 

EP 1033401 A2 (Genset) 21.2^.2000(21.02.00). 
SEQ ID N0:402 & CA 2296792 Al 
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r&j m-^<7-i^h7r^9-XWi. 
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aSS-g- 03-3581^1101 rtH 3448 



«teS:pcT/i sA/2 10 (i^2'<—:?) (isss^v.^) 



BEStUBS^ PCT/JPOl/0 3.6 7 2 



ma^k^sm (PCTl 7^fe(2)(a)) »a^fcit>, roBISIi^^ttft©g*i;:J:»>i»*o«Sfflo-lS5K:ov^-cf^ 
1. 0 a^ogsa 19.24 ti. ;::oSBr8iSE«B*sSBlEfet-5::4:^Sb*v^«*fc««t>©-cfc5. 



2. 0 n^fotm 15-18.20-23 tt > ^rjtilftHBW*■^-5i^:^s■e*58«*•e^fSo®frSrafeut:^^ 



3. □ fs*w«aH ^tt. fejB»3fe®4aB-efeoTp.cTaai)6.4(a)io»2ijii?B33:»asic 



1. □ a!^i?'£>m^imm^^m{i:'t^xmfii^tctmi,it<o-^, i©HiBE3is^^tt» ■^-'<T<of^»riBfti!!* 



4. □ aKA;JSi6«*ii3!iDS9*¥Stil4*»rortK::iSW-b**»<>fc«>-e. ^©HB^a^^tt. SS*©«Si8«>ft45!;K:S« 



«a;PCT/I SA/2 10 {Sll'<-i>©«ig)| (l) ) (1 9 98¥7J) 



* 
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mmWBS^ PCT/JPOl/03 67 2 



PX 



I 01/07611 A2 (Genentech, Inc. ) 1. 2^ . 2001 (01. 02. 01), 
Fig. 402 & AU 200061170 A 

Perez-^driguez It et al- A new MICA allele with ten alanine 
residues in the exon 5 microsatellite. Tissue Antigens, Feb. 
2000, Vol.55, p. 162-165 Abstract 
(BIOSIS Acc. No. 2000: 179115) 
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filS;PCT/I SA/2 10 (||2'<- 



i?<Dmt) (19 9 8^7^) 



BeimBH-g- PCT/J POl/03 6 72 



■torn. K:ov^-c»W»IS1»lc|llfi«ai^SrfeoT<sr?>:R*t:W*4k^#iB***tT:fee>i'x *fc» ifroJ: 



«APCT/I SA/210 (19 9 8#7^) 



